Abstract: DNA mismatch repair is an essential system for maintaining genetic stability in bacteria and higher eukaryotes. Based on the conserved regions of the bacterial MutS gene and its homologues in yeast and human, a wheat cDNA homologue of MSH6, designated TaMSH7, was isolated by RT-PCR. The deduced amino acid sequence of TaMSH7 shows conserved domains characteristic of other MSH6 genes, with highest similarity to maize MSH7 and Arabidopsis MSH7. TaMSH7 is expressed in meristem tissue associated with a high level of mitotic and meiotic activity, with maximum expression in the reproductive organs of young flower spikes. TaMSH7 is located on the short arms of chromosomes 3A, 3B, and 3D and has been mapped within barley chromosome 3HS. The copy on 3DS is located within the region deleted in the wheat mutant ph2a, which shows altered recombination frequency in the interspecific hybrids. The relationship between the ph2a mutant and TaMSH7 gene function is discussed.
Introduction
The DNA mismatch repair (MMR) system plays a critical role in maintaining genetic stability by recognizing and processing mismatched nucleotides that may occur during DNA replication, genetic recombination, and as a result of some types of chemical damage to DNA. The most wellcharacterized MMR system is the bacterial MutHLS pathway. It initiates mismatch repair through three proteins: the mismatch recognition protein MutS, a nicking endonuclease MutH, and MutL, which acts as a scaffold between MutS and MutH (for review, see Modrich and Lahue 1996; Kolodner 1996) . The bacterial MutHLS system is remarkably well conserved throughout evolution. Homologues of MutS (MSH) and MutL (MLH) have been identified in yeast and in multicellular organisms including human and plants (Modrich and Lahue 1996; Hays 1997, 2000; Adé et al. 1999) . Recently, a candidate for a high eukaryote MutH homologue has been isolated from human (Bellacosa et al. 1999) .
During the evolution of eukaryotes, the MutS gene multiplied through gene duplication and functional specialization. Six MSH genes coexist in yeast. MSH1 encodes a protein that is responsible for mismatch repair in mitochondrial DNA in yeast, whereas MSH2, MSH3, MSH4, MSH5, and MSH6 encode proteins that are required for nuclear DNA stability. MSH2, MSH3, and MSH6 proteins are major components involved in DNA mismatch repair in yeast and animals. They form heterodimeric complexes (MSH2-MSH6 and MSH2-MSH3) with different but overlapping recognition specificities. The MSH2-MSH6 complex recognizes both base-base mispairs and small insertion-deletion loops (IDLs), whereas the MSH2-MSH3 complex only recognizes IDLs of various sizes (Johnson et al. 1996; Marsischky et al. 1996 ; reviewed by Kolodner and Marsischky 1999) . MSH4 and MSH5 also form heterodimer structures (Pochart et al. 1997 ) and function predominantly in meiotic crossover and recombination. However, MSH4 and MSH5 lack mismatchrecognition domains (Ross-Macdonald and Roeder 1994; Hollingsworth et al. 1995; . A special feature in plants is the presence of two MSH6-like proteins. AtMSH6 and AtMSH7 in Arabidopsis are homologues of yeast and animal MSH6 and both can form functional heterodimers with AtMSH2 (Adé et al. 1999; .
Apart from mismatch correction, MMR genes also play a role in preventing recombination between divergent DNA sequences. In bacteria, MMR acts as a barrier to interspecies hybridization (Rayssiguier et al. 1989; Vuli et al. 1997) , and loss of mismatch repair function resulted in dramatically elevated homoeologous recombination, even if the sequence divergence was as high as 20% (Rayssiguier et al. 1989) . In vitro measurement of mismatch repair in bacteria showed that homoeologous strand transfer was dramatically inhibited by MutS (Worth et al. 1994) . In yeast, antirecombination between divergent sequences is also exerted by mismatch repair proteins Datta et al. 1996 Datta et al. , 1997 Chen and Jinks-Robertson 1998; Selva et al. 1995 Selva et al. , 1997 Sugawara et al. 1997) . The inhibition of homoeologous recombination in yeast is mainly by MMR if sequence divergence is within 10%. However, at higher levels of sequence divergence, homologous pairing is limited independent of the presence of MMR (Datta et al. 1996 (Datta et al. , 1997 . Other evidence in yeast has also shown that MSH2, MSH3, and MSH6 are involved in meiotic recombination: the MSH2-MSH3 complex is required for the processing of non-homologous ends during double-strand break-induced recombination (Sugawara et al. 1997) , and the MSH2-MSH6 complex is able to bind to Holliday junctions during meiotic recombination (Alani et al. 1994; Marsischky et al. 1999) . The suppression of homoeologous recombination mediated by MMR is through the recognition of mispairs at recombination intermediates and the prevention of the processing of recombination intermediates. In mammals, the MMR system also plays an important role in meiotic recombination (de Wind et al. 1995; Baker et al. 1995; Edelmann et al. 1996) .
Plants have a similar MMR system to yeast and animals. Homologues of MSH2, MSH3, and MSH6 have been found in Arabidopsis Hays 1997, 2000; Adé et al. 1999) , wheat (Korzun et al. 1999) , and maize (GenBank accession Nos. AJ238786, AF227632). The heterodimers of Arabidopsis (MSH2-MSH6 and MSH2-MSH3) have similar biochemical functions as yeast and animal counterparts . However, there is still no evidence in plants that MMR is involved in meiotic recombination.
In wheat (Triticum aestivum), several loci have been found to control homoeologous chromosome pairing and recombination (for review, see Sears 1976) . The locus on the short arm of chromosome 3D, termed Ph2, controls chromosome pairing in wheat hybrids with alien species. A deletion mutant ph2a (Sears 1982) and an EMS-induced mutant ph2b (Wall et al. 1971) showed elevated levels of homoeologous recombination in hybrids with Triticum kotschyi var. variabilis or rye (Secale cereale). As part of the analysis of the Ph2 gene region, candidate genes were isolated based on information from meiotic expressed genes of other organisms. We describe here the isolation of an MSH6-like gene, designed TaMSH7, from wheat. The chromosome location and expression pattern during wheat development is also described. Our results indicate that TaMSH7 is located in the region deleted in ph2a. The function of TaMSH7 is discussed in relation to ph2a.
Materials and methods

Plant materials
Wheat (Triticum aestivum cv. Chinese Spring) and mutants ph2a and ph2b were grown in a glasshouse with a temperature range from 15°C (night) to 23°C (day) and a 14 h light : 10 h dark photoperiod. Mature leaves, young spikes with meiocytes (pollen mother cells) from the middle flower undergoing premeiotic interphase, flowers with meiocytes undergoing different stages of meiosis, and anthers with meiocytes undergoing prophase I to metaphase I were dissected and collected. The stage of meiosis was determined microscopically after staining anther squashes with acetoorcein. Root tips (5 mm from the tip), shoot meristems (5 mm from the base of young shoots), and young leaves with coleoptile intact were collected from 5-day-old wheat seedlings grown on wet filter paper under light. Wheat nullisomic-tetrasomic lines and ditelosomic lines were obtained from the John Innes Centre, Norwich, U.K.
RT-PCR and 3′ and 5′ rapid amplification of cDNA ends (RACE)
Based on the highly conserved regions of MutS homologues (Fig. 1a) , the following sets of degenerate primers were synthesised: Primer 1, 5′-ACIGGICCIAA(T/C)ATGGG-3′, for coding strand TGPNM(G); Primer 2, 5′-GGIGGI-AA(A/G)(T/A)(C/G)IACIT-3′, for coding strand GGKST; Primer 3, 5′-GTICCIC(G/T)ICCIA(G/A)(T/C)TC-3′, for noncoding strand ELGRG(T); and Primer 4, 5′-
Reverse transcription (RT) was performed in a 20-µL reaction containing 1 µg total RNA isolated from anthers containing meiocytes undergoing early meiosis, 1× buffer supplied by the manufacturer, 50 pmol oligodT 15 , 5 mmol dNTP, and 200 U Superscript™ II reverse transcriptase (Gibco BRL, Rockville, Md.) at 42°C for 30 min. Ten microlitres of RT reaction was used as template in the following PCR using Primers 1 and 4 in the presence of dNTP, 1× PCR buffer, 2 U Taq polymerase, and 0.5× Enhancer solution (Gibco BRL). The PCR was carried out at 94°C for 2 min, followed by 30 cycles of (94°C for 30 s, 40°C for 30 s, and 72°C for 1 min, and finally 10 min at 72°C. One tenth of this PCR product was used as template in the nested PCR either using Primers 1 and 3 or 2 and 3. The condition of the nested PCR was the same as the first reaction except the annealing temperature was 42°C. PCR products were separated on 2% agarose gel and positive bands were cloned into the pGEM-T Easy vector (Promega, Madison, Wis.) and sequenced.
3′ and 5′ RACE was adopted from Frohman et al. (1988) . The gene-specific primers used in 3′ RACE were: up1, 5′-GGGAGGAAAATCTACA-3′, and up2, 5′-CACCTGCTT-GGCTATC-3′.
5′ RACE was performed using the procedure supplied with the 5′ RACE system kit version 2.0 (Gibco BRL). The gene-specific primers used in 5′ RACE were: low1, 5′-GAAGAGCAGACGCCAT-3′; low2, 5′-GCAATCGCG-TATCCAT-3′; low3, 5′-CCGTTGCGCCTAGCCGTGTA-3′; low4, 5′-GGTGCCAAATGATGACAAT-3′; and low5, 5′-CAGTGATTGAGGTGCTTG-3′.
Southern and Northern analysis
Genomic DNA was extracted, restriction-enzyme digested, Southern blotted, and hybridised according to Guidet et al. (1991) . The 0.35-kb fragment (PCR product of primers 1 and 4) of TaMSH7 was used as a probe by labeling with [α-32 P]dCTP using 9-mer random primers in the presence of dATP, dTTP, dGTP, 1× buffer, and 1 U Klenow polymerase. The membranes were washed to 0.2× SSC, 0.1% SDS at 65°C, and exposed to X-ray films (Fuji) at -70°C for seven days.
Total RNA was extracted from root tip, shoot meristem, young leaf together with coleoptile, anthers with immature pollen, mature leaf, and young spike with meiocytes at premeiotic interphase; and flowers with meiocytes undergoing leptotene to pachytene, diplotene to anaphase I, and meiosis II to tetrads, using Trizol (GIBCO BRL) according to manufacturer's instructions. Fifteen micrograms total RNA was separated on 1% formamide agarose gel and transferred to a Hybond N+ membrane. The probe was prepared as described above. Northern hybridization was carried out in formamide at 42°C (Sambrook et al. 1989 ). The membrane was washed and exposed as for the Southern hybridization.
Mapping
A doubled haploid population of 120 plants generated from the F 1 of a cross between the barley (Hordeum vulgare) cultivars Galleon and Haruna Nijo (Barr et al. 1998 ) was used for mapping. Probes and Southern hybridization were as described above. Linkage analysis was performed with the software package Map Manager QT, Version 3b3 (Manly and Elliott 1993) .
DNA sequence analysis DNA sequencing was done at the Australian Genome Research Facility in Brisbane using the Applied Biosystems fluorescent system. Database searches and sequence analyses were performed using the GCG software package (Devereux et al. 1984) . The program PILEUP was used for multiple sequence alignment, and GAP was used for comparison of two sequences.
Results
Isolation of TaMSH7 gene fragments from wheat
Based on the conserved ATP-binding domain of MutS-related proteins, degenerate oligonucleotides were designed and synthesized (see Materials and methods). PCR amplifications were performed using wheat anther first-strand cDNA as template. This allowed the isolation of consensus regions for all potential homologues of MutS. A 350-bp product was obtained by using primers 1 and 4 and a 260-bp product was obtained in 'nested' PCR using primers 1 and 3. Both products were of the expected sizes based on the known MSH sequences. The deduced amino acid sequence of the 260-bp fragment showed highest homology to MSH3 and the DNA sequence is the same as the gene fragment of wheat MSH3 (GenBank accession No. AJ131669, Korzun et al. 1999) . The deduced amino acid sequence of the 350-bp fragment showed highest homology to MSH6. However, at the DNA level, this 350-bp fragment is different from other MSH6 fragments of wheat previously reported (GenBank accession No. AJ131670, Korzun et al. 1999 ). This 350-bp cDNA was further extended to the poly(A) end by 3′RACE and to the near 5′ end by 5′RACE. The deduced protein sequence of this gene has highest homology with maize MSH7 (MUS2, GenBank accession No. AJ23878) and Arabidopsis MSH7 as shown in Fig. 1a . Therefore, we named this gene TaMSH7 (Ta for Triticum aestivum; GenBank accession No. AF354709). Like maize and Arabidopsis MSH7, wheat MSH7 is shorter than MSH6 genes. Sequence alignment (Fig. 1a) of TaMSH7 with yeast and human MSH6, and MSH7 from other plants, shows that TaMSH7 contains a highly conserved ATP-binding domain and helix-turn-helix structure at the C-terminus, a highly conserved middle domain, and an N-terminal mismatch recognition domain (Kolodner 1996; .
Chromosomal location of TaMSH7 and its genetic mapping in barley
Two MSH6-like genes coexist in plants and two MSH6-like cDNA fragments have been isolated in wheat: TaMSH7 and MSH6 (Korzun et al. 1999) . Those two cDNA fragments and deduced amino acids are compared in Fig. 1b . They show 59% identity at the DNA level, and 63% identity and 70% similarity at the amino acid level. Southern analysis using the 350-bp TaMSH7 fragment as a probe (corre-Genome Vol. 45, 2002 sponding to the highly conserved region between primer 1 and primer 4) generated three bands, suggesting a single copy of TaMSH7 on genomes A, B, and D in wheat (Fig. 2) . There was no cross hybridization to the wheat MSH6 gene. This result indicates that the two genes have considerably diverged. However, Korzun et al. (1999) described that the hybridization of the wheat MSH6 cDNA revealed the presence of two independent loci, one on chromosomes of group 5, and the second on chromosomes of group 3. It is possible that Korzun et al. used low-stringency hybridization that allowed cross hybridization between MSH6 and MSH7. Southern hybridization also showed that in ph2a only two bands were detected (Fig. 2a) . It indicates that the deletion in the short arm of chromosome 3D in ph2a mutant (Sears 1982) has led to the loss of one allele of TaMSH7. Using wheat nullisomic-tetrasomic (NT) and ditelosomic lines, Southern hybridization showed TaMSH7 is located on the short arm of chromosomes 3A, 3B, and 3D (Fig. 2b) .
To determine the map position of MSH7, the 350-bp fragment of TaMSH7 was used as a probe against a barley mapping population 'Galleon' × 'Haruna Nijo' (Barr et al. 1998; Langridge et al. 1995) . Well-mapped wheat populations were available but no polymorphisms could be detected between the parents used to construct the wheat populations. Through linkage analysis it is shown that TaMSH7 is located on the short arm of barley chromosome 3H as expected. A genetic linkage map showing the location of the barley homologue of TaMSH7 is shown in Fig. 3 .
Expression pattern of TaMSH7
Although MSH homologues have been isolated from Arabidopsis, the expression pattern of these genes during plant development has not been reported. The expression of TaMSH7 in various wheat tissues at different developmental stages was analysed by Northern hybridization. The TaMSH7 transcript of about 4.0 kb was expressed in mitotic tissues of the root tip and shoot meristem (Fig. 4, lanes 1 and 2); as well as in young meiotic flower tissues (Fig. 4 , lanes 5, 6, 7, and 8). Non-mitotic and non-meiotic tissues, such as leaf and pollen (Fig. 4, lanes 3, 4, 9) , showed no evidence of a TaMSH7 transcript. The expression pattern of TaMSH7 correlates with the possible function in correcting DNA mismatch resulting from mitotic replication and meiotic replication and recombination. Interestingly, the expression level of TaMSH7 in early meiosis tissues (Fig. 4 , lanes 5 and 6) was much higher than in mitotic tissues (Fig. 4,  lanes 1 and 2) . This may indicate that TaMSH7 has a specific role during meiosis, such as in recombination. The expression of TaMSH7 during early meiosis was also assessed in mutants ph2a and ph2b (Fig. 4, lanes 11 and 12) as well as wild type 'Chinese Spring' (Fig. 4, lane 10) . Significantly, a reduced level of TaMSH7 expression was detected in the deletion mutant ph2a compared with wild type and the EMS-induced mutant ph2b (Wall et al. 1971) .
Discussion
Based on the conserved domains of MSH genes from other species, a cDNA fragment from wheat was isolated and designated TaMSH7 (Ta, Triticum aestivum). Sequence and expression analysis show that TaMSH7 is a homologue of MSH6. The predicted amino acid sequence of the wheat TaMSH7 is close to that of maize ZmHSH7 and Arabidopsis AtMSH7 . Both ZmMSH7 and AtMSH7 are homologues of yeast and animal MSH6. In vitro assays of the AtMSH2-AtMSH7 protein complex shows that the heterodimer has affinity for a T-G mismatch, indicating the AtMSH7 may be a functional homologue of MSH6 in vivo . TaMSH7 also contains the same conserved regions as other MSH6 proteins, as shown in Fig. 1a . The high homology regions include the N terminal mismatch recognition domain, middle conserved region, and C terminal domains that include a nucleotidebinding site and helix-turn-helix motif. These domains are conserved among all members of the MSH2, MSH3, and MSH6 families. The expression pattern of TaMSH7 suggests a possible function in mismatch repair during mitosis and meiosis. This is the first report of the expression pattern of a MSH gene during plant development. It has been reported that the expression of MSH2, MSH3, and MSH6 was very poor in Arabidopsis tissues, with only fast-growing cell suspension giving good signals in Northern analysis (Adè et al. 1999 ). However, in wheat the expression of TaMSH7 was detected in root tip, shoot meristem, and young floral tissues (Fig 4) . The expression pattern of TaMSH7 correlated well with a function during mitosis and meiosis. The most abundant expression was detected in young flower spikes with pollen mother cells undergoing premeiotic interphase and in young flowers with pollen mother cells at leptotene to pachytene transition of meiosis I. The elevated expression of TaMSH7 during the early stages of meiosis indicates that it may play an important role in the processes of early meiosis such as chromosome pairing, synaptonemal complex formation and genetic recombination. Biochemical assays in Arabidopsis have shown that the heterodimer AtMSH2-AtMSH7 has a different affinity for the mismatch substrate compared with AtMSH2-AtMSH6 . This bio- Fig. 2 . Each lane contained 15 µg of total RNA isolated from T. aestivum cv. Chinese Spring: 1, root tip; 2, shoot meristem; 3, young leaf with coleoptile; 4, mature leaf; 5, young spike with meiocytes at pre-meiotic interphase; 6, 7, and 8, flowers with meiocytes undergoing leptotene to pachytene (6), diplotene metaphase I to anaphase I (7), meiosis II to tetrads (8); 9, anthers with immature pollen. Samples 10-12 were isolated from young spike of wild type 'Chinese Spring' (10), ph2a (11), and ph2b (12) at pre-meiotic to early meiotic stages. RNA size is shown on the right. The TaMSH7 transcription level in different tissues is shown on the top, and corresponding rRNA level (ethidium bromide staining) is shown at the bottom. chemical evidence, together with the expression pattern of TaMSH7 in wheat, indicates that the plant MSH7 function cannot be substituted by MSH6 and the plant MSH7 may have specific functions, particularly during meiosis.
The yeast genome has only one MSH6 gene and only one MSH6 gene has been identified in human and other animals. The presence of two MSH6 homologues may be a feature unique to plants. Phylogenetic analysis has shown that MSH7 diverged from MSH6 early in eukaryotic evolution, possibly before the divergence of plants and animals . Why might plants require two MSH6 genes? MSH7 may have a role in maintaining genomic stability that is unique to plants. In contrast to animals, the germ line in plants is not laid down in the early embryo but arises late in plant development from meristematic cells that have divided over the life of the plant. Therefore, the gametes may be derived from cells that could, potentially, have accumulated spontaneous and environmentally induced mutations. Therefore plants, relative to animals, may require additional mechanisms for preventing errors during DNA replication and recombination. A highly efficient mismatch correction system may be part of this protective mechanism and this may be the role of the MSH7 gene product.
In wheat, mutations at the Ph loci (pairing homoeologous) show altered pairing and increased recombination between homoeologous chromosomes (Sears 1976 ). Therefore, the Ph genes of wheat control chromosome pairing so that only truly homologous chromosomes pair and recombine resulting in the diploid-like behaviour of wheat chromosomes during meiosis. A well-characterised mutant, ph1 on the long arm of chromosome 5B, shows a significant increase in the pairing of homoeologous chromosomes (Riley and Chapman 1958; Sears 1977; Holm and Wang 1988; Aragón-Alcaide et al. 1997; Vega and Feldman 1998) . A minor suppressor of homoeologous pairing has been found on the short arm of chromosome 3D, termed Ph2 (Mello-Sampayo 1971; Driscoll 1972 Driscoll , 1973 Sears 1977 Sears , 1982 . There are two mutant lines of Ph2, a deletion mutant, ph2a, generated by Xray irradiation (Sears 1977 (Sears , 1982 , and a point or small insertion-deletion (indel) mutant, ph2b, generated by EMS treatment (Wall et al. 1971 ). In the absence of ph2 there is an increase in recombination rates between homoeologous chromosomes, especially between interspecific hybrids (Sears 1982) . Another minor suppressor has been found on the short arm of chromosome 3A (Driscoll 1972; MelloSampayo and Canas 1973) . Absence of both the 3AS and 3DS chromosome arms resulted in recombination rates as high as those seen in the Ph1 deficient line, based on the chiasmata number in hybrids of wheat and rye (MelloSampayo and Canas 1973) .
This study has shown that TaMSH7 genes are located on the short chromosome arm of 3A, 3B, and 3D, indicating each genome contains a single copy of TaMSH7. The 3DS copy is absent in the ph2a mutant, therefore the gene is located within the deletion region. A recent study has shown that wheat homologues of MSH2, MSH3, and MSH6 are located on chromosome groups 1, 2, and 5, respectively, but none were previously located to the region of Ph1 or Ph2 (Korzun et al. 1999 ). The timing of expression of TaMSH7 during early meiosis and its location on 3DS makes it a tentative candidate for Ph2.
In contrast to the Ph1 deletions, the absence of Ph2 has little effect on homoeologous pairing by itself (Sears 1982) . It is therefore possible that Ph2 may be more deficient in recombination than in pairing, or both steps affect each other. Yeast genetic studies and chromosome pairing analyses have shown that chromosome pairing and recombination do influence each other. Mutations in recombination proteins, such as Spo11 and Rad50, result in deficiency of chromosome pairing (Kleckner 1996; Weiner and Kleckner 1994) . Homoeologous recombination is controlled by MMR in bacteria (Rayssiguier et al. 1989; Worth et al. 1994) , yeast Datta et al. 1996 Datta et al. , 1997 Sugawara et al. 1997) , and mammals (de Wind et al. 1995; Baker et al. 1995; Edelmann et al. 1996) . In yeast, meiotic crossing over is reduced several fold if sequence homology is reduced by 1% or less. This reduction does not occur if mismatch repair functions are eliminated . These data, and several mitotic studies, suggest that mismatches of only one or two bases, within a region involved in recombination, can trigger a change in the recombinational outcome (Borts and Haber 1987; Datta et al. 1997) . In wheat, the reduction in expression of TaMSH7 in the ph2a mutant may be directly or indirectly responsible for the intermediate level of pairing and recombination with alien chromosomes shown in this line. However, in the ph2b mutant, the expression of TaMSH7 appeared similar to that of the wild type plant. ph2b is thought to be a point mutant (Wall et al. 1971; Sears 1982) , and it is possible that the mutation in ph2b has affected the activity of the protein rather than the expression of the gene. Therefore, sequencing of the TaMSH7 gene from the ph2b will be a high priority.
Since the discovery of the Ph genes in the late 1950s, there has been extensive research to try and elucidate their mode of action. In particular, the phenotype of Ph1-deficient lines has been extensively studied. Recent studies suggest that homologous chromosome pairing occurs during and before meiotic prophase in wild type 'Chinese Spring' wheat, but this homologous association is absent in the ph1b mutant (Aragón-Alcaide et al. 1997; Martinez-Perez et al. 2001) . This deficiency may result in the high level of crossing over between homoeologous chromosomes in the Ph1 deficient lines (Sears 1977) . Recent studies on pairing partners in ph1b × rye and ph2b × rye hybrids (Benavente et al. 1998) and the synaptic patterns of ph1b and ph2b mutants , indicate that Ph1 and Ph2 may have very different modes of action. The results described here identify TaMSH7 as a candidate for the Ph2 gene. However, extensive study will still be required to determine if this really does represent the Ph2 gene or if Ph2 is indeed one or several genes. A particularly important experiment will be the comparison of the knockout phenotype of TaMSH7, produced through transgenesis, and the Ph2 mutant phenotype. These experiments are in progress.
